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(57) ABSTRACT

A system for analyzing a biological sample may include

at

least one sample acquisition stage comprising a sample
acquisition device for acquiring the biological sample from
a sample source; a droplet generator device for forming a
droplet wrapped 1n an immiscible carrier fluid, wherein the
wrapped droplet comprises at least the biological sample and
a reagent, the droplet generator configured to receive the
biological sample transierred from the sample acquisition
device; a collection vessel for collecting the wrapped sample

droplet from the droplet generator, the vessel configured
contain a carrier fluid for receiving and protecting t.

o
ne

sample droplet; and an analysis system for analyzing t

1C

wrapped sample droplet and detecting products of a poly-

merase chain reaction.
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METHODS OF RELEASING AND
ANALYZING CELLULAR COMPONENTS

RELATED APPLICATIONS

This application 1s a continuation application of U.S.

patent application Ser. No. 15/463,4772, filed Mar. 20, 2017,
which 1s a divisional application of U.S. patent application
Ser. No. 12/732,769, filed Mar. 26, 2010 (now U.S. Pat. No.
9,597,644), which 1s a continuation-in-part of U.S. patent
application Ser. No. 12/683,882, filed Jan. 7, 2010 (now U.S.
Pat. No. 8,968,659), which 1s a continuation-in-part of U.S.
patent application Ser. No. 12/617,286, filed Nov. 12, 2009
(now abandoned), the contents of each of which are incor-
porated by reference herein 1n their entirety. Related appli-

cations include U.S. patent application Ser. No. 11/366,524,
filed Mar. 3, 2006 (now U.S. Pat. No. 7,622,076), which 1s

a continuation of PCT/IE2004/0001135 filed Sep. 6, 2004 and
published 1n English (now expired), which claims the pri-
orities ol U.S. patent application Ser. Nos. 60/500,344 and
60/500,345, both filed on Sep. 5, 2003. The contents of each
of these applications are incorporated by reference herein 1n
their entirety.

FIELD OF THE INVENTION

The present invention generally relates to methods for
culturing and analyzing cells using liquid bridges.

BACKGROUND

A broad range of therapies exist that may be used to treat
patients afflicted with diseases, such as infections, cardio-
vascular disease, and neoplastic disease. Use of those thera-
pies has revealed substantial differences 1n therapeutic
response among individual. Any given drug may be thera-
peutic in some individuals while being 1neffective in others.
Further, a drug may produce adverse eflects i1n certain
individuals whereas others do not experience the same
adverse reaction to the drug. Recognition of differences 1n
drug response among individual 1s an important step towards
optimizing therapy.

A problem with current approaches in drug therapy i1s that
those therapies are designed for treatment of large patient
populations as groups, wrrespective of the potential for
individual based differences 1n drug response. This approach
1s utilized due to costs and time associated with producing
numerous cultures of an individual’s cells, which 1s required
for screening many different drugs as potential agents for
cllective disease treatment for a particular individual. This
problem 1s particularly acute in the field of cancer therapy,
in which tumors have qualities specific to individuals and
individuals respond very diflerently to the same chemothera-
peutic agent.

There 1s a need for methods that can rapidly and cost
cllectively culture and analyze an individual’s cells so that
personalized treatment protocols may be developed and
implemented.

SUMMARY

The present invention provides improved methods cell
culturing and drug screening. In general, the invention
involves using liquid bridges to produce droplets having at
least one cell. Liquid bridges are used to produce sample
droplets that contain reaction components for rapid analysis
of small sample volumes. Liquid bridges allow the forma-
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tion of sample droplets through the interaction of immiscible
fluids. The droplets may be dispensed into individual vessels
for culturing of the cells or mixed with drugs to analyze the
allect of the drug on the cell. Use of liquid bridges provides
for an automated system with high throughput for preparing
cell cultures and for analyzing affect of drugs on cells. Thus
the ivention provides sigmificant improvements i speed
and cost associated with culturing and/or analyzing cells.

In certain aspects, methods of the invention are used for
high throughput formation of droplets wrapped in an 1mmis-
cible carrier flmid, in which the droplets contain at least one
cell. The droplets may then be dispensed and the cells are
either cultured 1n the droplets or the droplets are burst and
the cells are cultured in the vessel to which they are
dispensed. Droplets may be generated in numerous ways,
although a preferred method 1s using liquid bridges. One
method of generating a sample droplet including at least one
cell involves dipping an open ended channel into the first
vessel to produce a sample droplet including at least one
cell. Another method of generating the sample droplet
involves tlowing a sample fluid including the plurality of
cells to a liquud bridge, 1n which the liquid bridge segments
the sample fluid to produce the wrapped sample droplets.

Prior to dispensing, the sample droplets may be mixed
with cell culture media to produce a mixed wrapped droplet.
Droplet mixing may be accomplished by flowing the sample
droplets to a liquid bridge to mix with droplets of cell culture
media to produce the mixed wrapped droplet. The sample
droplets and the cell culture droplets may flow through a
same channel, and flow may be used to cause the droplets to
mix at the liquid bridge to form the mixed wrapped droplet.
Alternatively, the sample droplets and the cell culture media
droplets may tlow through different channels and meet for
mixing at the liqud bridge.

Methods of the invention mvolve dispensing the sample
droplets to vessels for culturing. In particular embodiments,
the cells are dispensed to individual wells of a well plate,
e.g., 96 well or 384 well plate. Dispensing may be accom-
plished by generating a siphoning effect, and then using the
siphoning affect to dispense the droplets. In certain embodi-
ments, the droplets are dispensed without a substantial
amount of carrier fluid.

Methods of the invention may be used to prepare any type
of cell for culturing, such as mammalian cells, ¢.g., human
cells. In certain embodiments, the cells are obtained from a
human tissue or body fluid. In particular embodiments, the
cells are obtained from a tumor. In other embodiments, the
cells are brain cells or embryonic cells. The starting mixture
of cells may be either homogeneous (1.e., a mixture includ-
ing all the same type of cells) or heterogeneous (1.e., a
mixture including a plurality of different types of cells).

Another aspect of the ivention provides methods for
analyzing the aflect of at least one agent on a cell or cellular
component. Those methods of the invention involve forming
a droplet wrapped 1n an immiscible carrier fluid, 1n which
the droplet includes at least one cell or cellular component
and at least one agent, and analyzing the wrapped droplet to
determine the aflect of the agent on the cell or cellular
component. Analyzing of the cells may occur while the
wrapped droplets are flowing through a channel. Alterna-
tively, the droplets may be dispensed to a vessel, such as
individual wells of a well plate, prior to analysis. In certain
embodiments, a liquid bridge 1s used to form the wrapped
droplets. In certain embodiments, the cells are lysed prior to
being analyzed.

Methods of the invention may be used to analyze affect of
any agent, or combination of agents, on any cell or combi-
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nation of cells. In certain embodiments, the cell 1s a can-
cerous cell and the agent 1s an anti-cancer agent or a

combination of anti-cancer agents. In other embodiments,
different concentrations of the same agent are analyzed.

DETAILED DESCRIPTION

The present invention generally relates to methods for
culturing and analyzing cells using liquid bridges. Certain
aspects of the invention provide methods for culturing cells.
The starting mixture of cells may be either homogeneous
(1.e., a mixture including all the same type of cells) or
heterogeneous (1.e., a mixture including a plurality of dii-
ferent types of cells). Methods of the mvention mmvolve
generating sample droplets wrapped 1n an immiscible carrier
fluid including at least one cell.

Wrapped droplet generation may be accomplished by
numerous techniques. The wrapped droplets may be formed,
for example, by dipping an open ended tube into a vessel.
Exemplary sample acquisition devices are shown 1n
McGuire et al. (U.S. patent application Ser. No. 12/468,
367), the contents of which are incorporated by reference
herein 1n their entirety. Parameters such as channel diameter,
dipping time, and system flow, may be adjusted so that
wrapped droplets are formed 1n which each droplet contains
only a single cell.

Another method for generating wrapped droplets involves
using a liquid bridge. The liquid bridge 1s used to segment
a flow of sample tluid 1nto mdividual wrapped droplets. The
droplets formed 1 a liquid bridge are enveloped 1n an
immiscible carrier fluid. A typical liqmd bridge of the
invention 1s formed by an inlet in communication with a
chamber that 1s filled with a carrier flmid. The carrier tluid 1s
immiscible with sample fluid flowing through the inlet nto
the chamber. The sample fluid expands until it 1s large
enough to span a gap between the inlet and an outlet 1n
communication with the chamber. Droplet formation 1is
accomplished by adjusting flow rate, resulting 1n formation
of an unstable funicular bridge that subsequently ruptures
from the inlet. After rupturing from the inlet, the sample
droplet enters the outlet, surrounded by the carrier fluid from
the chamber. Further description of using liquid bridges for
droplet formation 1s shown 1n Davies et al. (International
patent publication number WO 2007/091228), the contents
of which are incorporated by reference herein in their
entirety. Because droplet formation i1s controlled by flow
rate, the flow rate may be adjusted to ensure that droplets are
formed 1n which each droplet contains only a single cell.

In certain embodiments, droplets are formed such that
cach droplet contains only a single cell. Poisson statistics
dictate the dilution requirements needed to ensure that each
wrapped droplet contains only a single cell. For example, i,
on average, each wrapped droplet 1s to contain only a single
cell, about V5 of the droplets will be empty and contain no
cell, about %3 will contain exactly one cell, and about %5 will
contain two or more cells.

The droplet population may be enriched to maximize the
fraction that started with a single cell. For example, the
population of cells may be fluorescently tagged and thus 1t
1s possible to tlow sort the wrapped droplets after droplet
formation to enrich for those that are fluorescent rather than
empty. High-speed tlow sorters, such as the MoFlo (Beck-
man-Coulter, Inc., Fullerton, Calif.), are capable of sorting at
rates 1 excess of 70,000 per second and can be used to
enrich a population of wrapped droplets of the invention.
Similarly, it 1s possible to exploit other differences between
empty and full wrapped droplets (e.g., buoyant density) to
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enrich a population of droplets. In order to enrich for
droplets with one cell as opposed to several cells, it may be
desirable to skew the Poisson distribution accordingly.

In certain embodiments, the sample droplets may be
mixed with cell culture media prior to dispensing of the
droplet to produce a mixed wrapped droplet including at
least one cell and culture media. Any device that 1s capable
of mixing sample droplets to form mixed sample droplets
wrapped 1 an immiscible carrier fluid may be used with
methods of the mvention. An exemplary droplet mixing
device 1s a liqud bridge. For droplet mixing i a liquid
bridge, the sample droplet containing the cell flows to an
inlet and enters a chamber that 1s filled with a carrier fluid.
The carrier fluid 1s immaiscible with the sample droplet. The
sample droplet expands until 1t 1s large enough to span a gap
between 1inlet and outlet ports. Droplet mixing can be
accomplished 1n many ways, for example, by adjusting tlow
rate or by introducing a droplet of cell culture media to the
sample droplet from a second inlet, forming an unstable
funicular bridge that subsequently ruptures from the inlet.
After rupturing from the inlet, the mixed sample droplet
enters the outlet, surrounded by the carrier fluid from the
chamber. Further description of using liquud bridges for
droplet mixing 1s shown 1n Davies et al. (International patent
publication number WO 2007/091228).

The sample droplets and the cell culture media droplets
may flow through a same channel, and flow may be used to
cause the droplets to mix at the liqud bridge to form the
mixed wrapped droplet. Alternatively, the sample droplets
and the cell culture media droplets may flow through dii-
ferent channels and meet for mixing at the liquid bridge.

After droplet generation, the cells i the droplets are
cultured. In certain embodiments, the wrapped droplets may
are dispensed to a vessel or vessels for culturing of the cells
in the droplets. In particular embodiments, the vessel 1s a
well plate, e.g. 96 well or 384 well, and the droplets are
dispensed to individual wells of the well plate. Droplet
dispensing may be accomplished 1n numerous ways. In
certain embodiments, a system 1s configured to produce a
siphoning effect. The siphoning efiect refers to tlow that 1s
driven by a difference 1in hydrostatic pressure without any
need for pumping. The eflect 1s produced by configuring a
system such that a dispensing end or port 1s lower than a
fluid surface at an acquisition point, e.g., a sample acquisi-
tion stage. The system may include any number of additional
components that are positioned at an intermediate point 1n
the system. Those intermediate components may be higher
or lower than the acquisition point as long as the dispensing
end 1s lower than the fluid surface at the acquisition point.

The siphoning effect drives tlow through the system and
1s used to dispense the droplets. The siphoning allows for
dispensing of individual intact sample droplets, and thus
individual 1intact cells for culturing. Further description
regarding systems driven by a siphoning effect 1s shown in
Davies et al. (U.S. patent application Ser. No. 12/683,882,
filed Jan. 7, 2010, and entitled “Sample Dispensing”), the
contents of which are incorporated by references herein 1n
their entirety.

In certain embodiments, the cells are cultured in the
wrapped droplets. Media exchange may be accomplished by
re-acquiring the droplets mto the liquid bridge system using

a sample acquisition device such as one described 1n
McGuire et al. (U.S. patent application Ser. No. 12/468,367,

filed May 19, 2009, and entitled “Sampling Device With
Immiscible Fluid Supply Tube in Counter-Flow Arrange-
ment,” now U.S. Pat. No. 8,697,011), the content of which

1s 1incorporated by reference herein in its entirety.
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Once the droplet has been acquired, the sample droplet 1s
flowed to a liquid bridge where 1t 1s segmented, forming two
droplets: a droplet of used culture media; and a droplet
containing the cultured cells 1n a reduced volume of culture
media. Droplet segmentation 1s described for example in
Davies et al. (U.S. patent application number 2008/
0277494), the content of which 1s incorporated by reference
herein 1n 1ts entirety.

After segmentation, the droplets are then flowed to a
subsequent liquid bridge where a droplet of fresh cell culture
media 1s mtroduced to the droplet containing the cell culture.
In this manner, old culture media 1s removed {from the cell
culture and the cell culture 1s provided with fresh media. The
droplet containing the cell culture 1s subsequently dispensed
to a vessel for continued culturing or analysis and the droplet
containing solely media 1s dispensed to waste. This process
may be repeated as many times as necessary.

In other embodiments, the droplets may be dispensed to
a vessel as wrapped droplets that are subsequently ruptured
in the vessel. In certain embodiments, 1t 1s advantageous to
ensure that a substantial portion of the carrier fluid 1s not
dispensed 1nto the collecting vessel. In one manner, flow rate
1s used to ensure that a substantial portion of the carrier flmd
1s not dispensed into the collecting vessel. The tlow 1s
controlled such that the dispensing port can be moved over
a waste container to dispense the carrier fluid surrounding
the droplets, and then moved over a collecting vessel to
dispense the sample droplets. In this manner, a substantial a
portion of the carrier fluid 1s not dispensed into the collecting
vessel. Movement of the dispensing port 1s controlled by at
least one robotics system.

Cells can be grown 1n suspension or adherent cultures.
Some cells naturally live 1n suspension, without being
attached to a surface, such as cells that exist 1n the blood-
stream. There are also cell lines that have been modified to
be able to survive 1n suspension cultures so that they can be
grown to a higher density than adherent conditions would
allow. Adherent cells require a surface, such as tissue culture
plastic or microcarrier, which may be coated with extracel-
lular matrix components to increase adhesion properties and
provide other signals needed for growth and diflerentiation.
Most cells derived from solid tissues are adherent. Depend-
ing on the type of cells to be cultured, the droplets may
contain a support matrix or microcarrier. The liquid bridge
may be used to introduce the microcarrier to the droplet
containing the cells.

Once dispensed, the cells are cultured according to stan-
dard methods and protocols known to one of skill 1n the art.
See for example, J. W. Pollard and J. M. Walker (Basic Cell
Culture Protocols, 2nd ed.: Methods in Molecular Biology,
Vol. 75, Humana Press, 1997); 1. Davis (Basic Cell Culture:
A Practical Approach, 2nd ed., Oxiord University Press,
2002); S. Ozturk and W. Hu (Cell Culture Technology for
Pharmaceutical and Cell-Based Therapies, CRC Press,
2003); A. Doyle and J. B. Gnitliths (Cell and Tissue Culture
for Medical Research, John Wiley & Sons, Ltd, 2000); A.
Doyle, 1. B. Griiliths (Cell and Tissue Culture: Laboratory
Procedures 1n Biotechnology, John Wiley & Sons, Ltd,
1998); R. Ian Freshney (Culture of Animal Cells: A Manual
of Basic Techmques, 5th ed., John Wiley & Sons, 2005); G.
Vunjak-Novakovic and R. I. Freshney (Culture of Cells for
Tissue Engineering, John Wiley & Sons, 2006); and R.
Piragner and R. Freshney (Culture of Human Tumor Cells,
John Wiley & Sons, 2003). The contents of each of the above
1s incorporated by reference herein in its entirety.

Methods of the invention may be used with any cells. In
certain embodiments, the cells are mammalian cells, such as
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6

human cells or animal cells. In other embodiments, the cells
are cells from a human tissue or body fluid. A tissue 1s a mass
of connected cells and/or extracellular matrix material, e.g.
skin tissue, nasal passage tissue, CNS tissue, neural tissue,
eye tissue, liver tissue, kidney tissue, placental tissue, mam-
mary gland tissue, gastrointestinal tissue, musculoskeletal
tissue, genitourinary tissue, bone marrow, and the like,
derived from, for example, a human or other mammal and
includes the connecting material and the liquid material 1n
association with the cells and/or tissues. A body fluid is a
liquid matenal derived from, for example, a human or other
mammal. Such body fluids include, but are not limited to
urine, sputum, stool, mucous, saliva, blood, plasma, serum,
serum derivatives, bile, phlegm, sweat, amniotic fluid, mam-
mary tluid, and cerebrospinal fluid (CSF), such as lumbar or
ventricular CSF. The cell may also be from a fine needle
aspirate or biopsied tissue. In particular embodiments, the
cells are tumor cells. In other embodiments, the cells are
brain cells or embryonic cells.

Another aspect of the mvention provides methods for
analyzing eflect of at least one agent on a cell or cellular
component. Methods of the invention involve forming a
droplet wrapped 1n an immiscible carrier fluid, 1n which the
droplet includes at least one cell or cellular component and
at least one agent, and analyzing the wrapped droplet to
determine effect of the agent on the cell or cellular compo-
nent. Methods of the invention may be used to analyze efiect
of any agent, or combination of agents, on any cell or
combination of cells. In certain embodiments, the cells are
mammalian cells, such as human cells or animal cells. In
other embodiments, the cells are cells from a human tissue
or body fluid. In particular embodiments, the cells are tumor
cells. The starting mixture of cells may be either homoge-
neous (1.e., a mixture including all the same type of cells) or
heterogeneous (1.e., a mixture including a plurality of dif-
ferent types of cells).

In certain embodiments, methods of the invention are
used to analyze specific cellular components, such as a
nucleolus, a nucleus, a ribosome, a vesicle, a rough endo-
plasmic reticulum, a Golgi apparatus, cytoskeleton, a
smooth endoplasmic reticulum, a mitochondria, a vacuole, a
cytoplasm, a lysosome, or centrioles within centrosome. In
particular embodiments, the cellular component 1s nucleic
acid, such as DNA or RNA. Accordingly, cell may be lysed
by using a liquid bridge to ntroduce a droplet containing a
lysing agent to the droplet containing the cell. Formation of
the mixed droplet mixes the lysing agent with the cell, lysing
the cell and releasing the internal cellular components for
subsequent analysis. The lysing agent may be a chemical
agent, such as surfactants, solvents, or antibiotics.

Droplet generation may be accomplished as described
above, and droplet generation may be controlled as
described above to produce droplets that include only a
single cell. Alternatively, droplets may be formed that
include a plurality of cells.

The agent may be any agent or combination of agents.
Exemplary agents are shown in The Merck Index (14th
edition. Whitehouse Station, N.J., 2009), the contents of
which are incorporated by reference herein in their entirety.
In particular embodiments, the agent 1s an anti-cancer agent.
Exemplary anti-cancer agents are shown in The Merck
Index (14th edition. Whitehouse Station, N.J., 2009) and
Dorr et al. (Cancer Chemotherapy Handbook, 2d edition,
pages 15-34, Appleton & Lange, Connecticut, 1994), the
contents of each of which are incorporated by reference
herein in their entirety. In particular embodiments, the
anti-cancer agent 1s altretamine, asparaginase, bleomycin,
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capecitabine, carboplatin, carmustine, cladribine, cisplatin,
cyclophosphamide, cytarabine, dacarbazine, actinomycin D,
docetaxel, doxorubicin, imatinib, etoposide, fludarabine,
fluorouracil, gemcitabine, hydroxyurea, idarubicin, i1fosi-
amide, 1rinotecan, methotrexate, mitomycin, mitotane,
mitoxantrone, paclitaxel, topotecan, vinblastine, vincristine,
vinorelbine, or combination thereof.

In certain embodiments, different concentrations of the
same agent 1s provided to different cells, thus providing an
ability to determine an eflective dosage level or a toxicity
level of an agent.

Any device that 1s capable of forming a sample droplets
wrapped 1n an immiscible carrier fluud may be used with
methods of the invention. An exemplary droplet device 1s a
liguud brnidge. Wrapped droplet formation using liquid
bridges 1s described above. The sample droplets and the
agent droplets may flow through a same channel, and flow
may be used to cause the droplets to mix at the liquid bridge
to form the mixed wrapped droplet. Alternatively, the
sample droplets and the agent droplets may flow through
different channels and meet for mixing at the liquid bridge.

After droplet mixing, the cell or cells in the mixed
wrapped droplet are analyzed to determine the effect of the
agent on the cell or cellular component 1n the droplet.
Analyzing may be continuously, periodically or after a
specific period of time. Analyzing involves monitoring
characteristic analog outcome measures, which may include,
but are not limited to: analog size, shape, density, color or
opacity; changes in cell number; cell death or proliferation;
changes 1n secreted maternials such as cytokines, growth
factors, hormones or extracellular matrix components;
genetic markers that are up- or down-regulated during the
culture period such as genes for receptors, cytokines, inte-
orins, extracellular matrix molecules, or enzymes; and cell-
surface molecules including integrins and receptors.

One method analyzing the cell or cells includes perform-
ing a cell viability and/or proliferative capacity assay. For
example, Trypan blue i1s one of several stains recommended
for use 1n dye exclusion procedures for viable cell counting.
This method 1s based on the principle that Jive cells do not
take up certain dyes, whereas dead cells do. Trypan blue 1s
introduced to the cell or cells and the cells are observed for
uptake of the stain. A hemocytometer may be used to
observe the cell or cells. Methods for performing this assay
are well known 1n the art.

Another method for analyzing the cell or cells includes
RINA extraction and analysis by reverse transcriptase-poly-
merase chain reaction (RT-PCR). Cells 1n the construct are
lysed and total RNA extracted with TRIZOL (Life Tech-
nologies., Rockville, Md.). Equal amounts (1 ug) of total
RINA are subjected to reverse transcription into cDNA at 42°
C. for one hour with oligo (dt,4) primers. The transcripts are
then be amplified by RT-PCR. Sample cDNA are also
amplified for housekeeping genes such as rRNA subunit S14
for controls.

Another method for analyzing the cell or cells includes
cytological-immunocytochemical analysis of cell products.
Cells are fixed and stained with either hematoxylin-eosin
(H&E) or with monospecific antibodies. Immunostaining for
the marker or product of interest 1s visualized using 1mmu-
noperoxidase technique with a substrate such as diamino-
benzidine which will yield a brownish color. Cell prepara-
tions are counterstained with 0.5% toluidine blue.

Another method for analyzing the cell or cells includes
western blots. Cells may be resuspended in lysis bufler
containing protease inhibitors. Protein concentrations may
be determined and total cell extracts may be electrophoresed
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on 7% SDS-polyacrylamide gel overlaid with stacking gel.
The proteins are transferred from gel to nitrocellulose paper
to immunolocalize the product using monospecific antibod-
1ies. To visualize the bands, the membrane blot may be
exposed to BIOMAX® Light Film (VWR, NI).

Another method for analyzing the cell or cells includes
determination of particular enzyme products. Enzymatic
products may be assessed by serially diluting media samples
and analyzing enzymatic activity using commercially avail-
able kits based on an enzyme linked immunoasssay.

Other methods of analyzing the cells include ELISA
assays, or microarray technology.

Analyzing of the cells may occur while the wrapped
droplets are flowing through a channel. For example, for the
cell viability assay, the mixed wrapped droplet may flow to
a subsequent liquid bridge for an additional mixing step in
which the mixed droplet mixes with a droplet of Trypan
blue. The droplet now containing the cell(s), agent, and
Trypan blue 1s flowed to a detection device (such as a CCD
camera) that images the cells 1n the droplets as the droplets
are tlowing through the channel.

Alternatively, the droplets may be dispensed to a second
vessel prior to analysis. Droplet dispensing may be accom-
plished as described above. Exemplary vessels include
plates (e.g., 96 well or 384 well plates), eppendort tubes,
vials, beakers, flasks, centrifuge tubes, capillary tubes, cryo-
genic vials, bags, cups, or containers. In particular embodi-
ments, the second vessel 1s a well plate and the droplets are
dispensed 1nto individual wells of the well plate, one droplet
per well.

In certain embodiments, the droplet including the cell or
cellular component 1s not mixed with an agent. Rather, the
unmixed droplet 1s dispensed to at least one secondary
vessel that already includes the agent. For example, droplets
are dispensed to individual wells of a well plate 1n which
cach well of the plate already includes an agent or combi-
nation of agent. After dispensing, the cells are analyzed to
assess the eflect of the agent or combination of agents on the
cell or cellular component.

INCORPORAITION BY REFERENC.

(L]

References and citations to other documents, such as
patents, patent applications, patent publications, journals,
books, papers, web contents, have been made throughout
this disclosure. All such documents are hereby incorporated
herein by reference 1n their entirety for all purposes.

EQUIVALENTS

The mvention may be embodied 1n other specific forms
without departing from the spirit or essential characteristics
thereof. The foregoing embodiments are therefore to be
considered 1n all respects illustrative rather than limiting on
the invention described herein. Scope of the invention 1s thus
indicated by the appended claims rather than by the fore-
going description, and all changes which come within the
meaning and range of equivalency of the claims are there-
fore intended to be embraced therein.

What 1s claimed 1is:

1. A method comprising:

controlling fluid flow through one or more channels to
generate aqueous droplets wrapped 1n a carrier fluid
that 1s 1immiscible with the aqueous droplets, wherein
the aqueous droplets comprise a subset of droplets,
cach droplet of the subset comprising at least one cell,
and a lysis reagent;
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lysing the at least one cell 1n each droplet of the subset of
droplets to release internal cellular components com-
prising RNA;

dispensing the RNA of the subset of droplets released

from the lysing to a vessel comprising one or more
reservoirs; and

while 1n the vessel, collectively subjecting the RNA of the

subset of droplets released from the lysing to a reverse
transcription assay to produce cDNA from the RNA.

2. The method according to claim 1, wherein the at least
one cell in each aqueous droplet of the subset of droplets 1s
derived from solid tissue.

3. The method of claim 1, wherein the at least one cell 1n
cach aqueous droplet of the subset of droplets 1s an adherent
cell.

4. The method according to claim 1, wherein the at least
one cell in each aqueous droplet of the subset of droplets 1s
a single cell.

5. The method according to claim 1, wherein dispensing
the RNA to the vessel comprises dispensing the subset of
droplets containing the RNA released from the lysing to the
vessel.

6. The method according to claim 5, wherein the dispens-
ing the subset of droplets occurs via siphoning the subset of
droplets.

7. The method according to claim 1, wherein:

controlling the fluid flow through the one or more chan-

nels to generate the aqueous droplets comprises flowing
a sample fluid comprising a plurality of cells and the
lysing reagent through different channels to a fluidic
junction comprising the carrier fluid, and

at the fluidic junction, the aqueous droplets wrapped 1n the

carrier fluid are generated.

8. The method according to claim 7, further comprising
flowing a reverse transcriptase through a channel of the
different channels to the fluidic junction for incorporation
into the aqueous droplets.

9. The method according to claim 1, wherein the at least
one cell in each aqueous droplet of the subset of droplets 1s
from a human tissue or a body fluid.
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10. The method according to claim 1, wherein the at least
one cell 1n each aqueous droplet of the subset of droplets 1s
a tumor cell.

11. The method of claim 1, wherein:

controlling the fluid flow through the one or more chan-
nels to generate the aqueous droplets comprises flowing
a sample fluid comprising a plurality of cells and the
lysing reagent through a common channel to a fluidic
junction comprising the carrier flmd, and

at the fluidic junction, the aqueous droplets wrapped 1n the
carrier luid are generated and the cells are mixed with
the lysing reagent resulting in the lysis of the cells.

12. The method of claim 1, further comprising 1maging

the droplets of the subset of droplets 1n a channel of the one
or more channels.

13. The method of claim 1, further comprising rupturing

the droplets of the subset of droplets prior to dispensing the
RNA into the vessel.

14. The method of claim 1, further comprising rupturing
the droplets of the subset of droplets 1n the vessel.

15. The method of claim 1, wherein each droplet of the
subset comprises a reverse transcriptase.

16. The method of claim 1, further comprising amplifying
the cDNA by a polymerase chain reaction 1n the vessel.

17. The method of claim 16, further comprising detecting
a polymerase chain reaction product in the vessel.

18. The method of claim 1, wherein the vessel comprising

the one or more reservoirs 1s chosen from a multi-well plate
and a tube.

19. The method of claim 1, wherein the vessel comprises
a multi-well plate, the one or more reservoirs comprise one
or more wells, and the dispensing comprises dispensing one
or more droplets of the subset into the one or more wells.

20. The method of claim 1, wherein the at least one cell
in each droplet of the subset of droplets comprises a mam-
malian cell.
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